Fluorescence quenching measurements were performed on a Varian Cary Eclipse fluorimeter equipped with a QNW Peltier temperature controller. The binding experiments were conducted at 25.00 ± 0.01 °C in 50 mM phosphate buffer, pH 5.5 using 278 nm excitation wavelength for SapB emission spectra at 330 nm (Fig. 1a-f ) with excitation and emission monochromators bandwidth of 5 nm each. Temperature sensitive binding experiments were performed between 20.00 ± 0.01 °C and 40.00 ± 0.01 °C using 278 nm excitation wavelength for SapB emission spectra at 331 nm with excitation and emission monochromators bandwidth of 5 nm each. The fluorescence quenching data were analyzed using OriginLab software version 8.
Fluorescence Spectroscopy
Fluorescence quenching measurements were performed on a Varian Cary Eclipse fluorimeter equipped with a QNW Peltier temperature controller. The binding experiments were conducted at 25.00 ± 0.01 °C in 50 mM phosphate buffer, pH 5.5 using 278 nm excitation wavelength for SapB emission spectra at 330 nm ( Fig. 1a-f ) with excitation and emission monochromators bandwidth of 5 nm each. Temperature sensitive binding experiments were performed between 20.00 ± 0.01 °C and 40.00 ± 0.01 °C using 278 nm excitation wavelength for SapB emission spectra at 331 nm with excitation and emission monochromators bandwidth of 5 nm each. The fluorescence quenching data were analyzed using OriginLab software version 8.
Protein-Ligand Complex Formation.
To examine the possibility of a protein-ligand interaction between SapB and ligand, the intrinsic fluorescence of SapB was monitored at 330 nm following addition of small increments of ligand. Figure 1a -f shows the quenching of the fluorescence emission spectra of SapB with increasing ligand concentrations, suggesting binding and alteration of the local environment of SapB's aromatic moieties, two tyrosine and two phenylalanine residues, in or around the protein's binding pocket. The binding affinity between SapB-ligand was determined using the double logarithmic Stern-Volmer plots (i.e. 
Solvent Control
Accurate determination of SapB-Ligand binding affinity via titration fluorescence spectroscopy is reliant on protein fluorescence quenching being due to protein-ligand interaction, and not a consequence of added solvent into the system. The majority of the ligands tested here were dissolved in DMF before being added to the SapB protein, buffer solution, so any quenching of SapB fluorescence by DMF would have skewed our results. Supplemental Figure 2 shows that addition of up to 40 µL phosphate buffer or 100 % DMF, to a protein solution had virtually no effect on SapB fluorescence, suggesting that the observed fluorescence quenching of SapB is solely due to SapB-ligand interactions without any measurable effect from the solvents.
Supplemental Figure 2 . a) 40 µM SapB in a solution of 50 mM phosphate buffer at pH 5.5, followed by addition of 20 x 2 µL injections of 50 mM phosphate buffer at pH 5.5. b) 40 µM SapB in a solution of 50 mM phosphate buffer at pH 5.5, followed by direct titration of 20, 2 µL injections of 100 % DMF. 
Determination of Thermodynamic Parameters

Order of Addition Fluorescence Binding
In order to examine the flexibility and ability of the SapB binding pocket to accommodate the binding of multiple ligands, we prepared multiple [SapB-Ligand] complexes and followed it with direct titration of A2E. The change in A2E's fluorescence maxima was determined to indicate whether or not A2E was able to bind to the preformed [SapB-Ligand] complex . The resulting experiments indicated that [SapB-ATO] complex was able to block A2E binding, and addition of A2E to [SapB-ATO] complex was comparable to A2E titration directly into 50 mM phosphate buffer at pH 5.5 in the absence of SapB. Conditions: 40 µM SapB and 20 µM A2E was pre-complexed in 50 mM phosphate buffer, pH 5.5. The [SapB-A2E] complex was then titrated with 2 µL injections of 1 mM ATO and the fluorescence emission spectra were collected between 285-500 nm using l ex = 278 nm and l em = 300nm.
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